. Absorption spectra of 5 μM solutions of 1 and 2. S3 Figure S2 . Excitation and emission spectra of 5 μM solutions of 1 and 2. S3 Table S1 . Spectroscopic properties of 1 and 2 in EtOH. S5
LC-MS/MS LPA analysis S6
LPA standard solution preparation S6 Figure S6 . Job's plot for the complex formed between 2 and LPA16:0. S6 Figure S7 . Calibration curves of LPA using the LC-ESI/MS/MS method. S7 Table S2 . Statistical values obtained for the individual LPA species in the LC-ESI/MS/MS method. S7 Figure S8 . LC-ESI/MS/MS chromatography of a 10 μM standard mixture of LPA. S8 Figure S9 . Calibration curve derived from a solution of 2 (10 μM) upon titration with LPA. Ex/Em = 550 nm/570 nm; solvent system: CHCl 3 :DMSO 95:5.
S8
Scheme S1. Equilibria between spirocyclic and open forms of spiroguanidine rhodamines 1 and 2. S9 Figure S10 . Double reciprocal plot of 1/(I-I 0 ) vs. 1/ [2] to calculate the binding constant K a of 2 to LPA. S10 Figure S11 . Emission spectra of 10 μM 2 upon titration with LPA. S10
Synthesis of 1 and 2 S11 Figure S12 . 1 H-NMR spectrum of 4 in CDCl 3 . S15 Figure S13 . 13 C-NMR spectrum of 4 in CDCl 3 . S15 Figure S14 . 1 H-NMR spectrum of 5 in CDCl 3 . S16 Figure S15 . 13 C-NMR spectrum of 5 in CDCl 3 . S16 Figure S16 . 1 H-NMR spectrum of 1 in DMSO-d 6 . S17 Figure S17 . 13 C-NMR spectrum of 1 in . S17
S1
Electronic Supplementary Material (ESI) for ChemComm. This journal is © The Royal Society of Chemistry 2014 Figure S18 . 1 H-NMR spectrum of 8 in CDCl 3 .
S18
Figure S19. 13 C-NMR spectrum of 8 in CDCl 3 . S18 Figure S20 . 1 H-NMR spectrum of 2 in DMSO-d 6 . S19 Figure S21 . 13 C-NMR spectrum of 2 in DMSO-d 6 . S19 Figure S22 . ESI-MS of 4. S20 Figure S23 . ESI-MS of 5. S20 Figure S24 . ESI-MS of 1. S21 Figure S25 . ESI-MS of 8. S21 For a binding ratio of 1:1, equations (1) and (2) (1) The filtrate is washed with saturated aqueous NaHCO 3 (25 mL) and H 2 O (3 × 25 mL).
The organic phase is dried over anhydrous Na 2 SO 4 . After filtration and removal of solvent, the crude product is purified by flash chromatography (EtOAc:hexane 1:2) to S11 afford a purple solid with a yield of 410 mg (90% 49, 43.63, 65.29, 97.15, 105.99, 107.39, 121.78, 123.17, 127.77, 128.72, 130.55, 131.59, 147.93, 152.34, 152.78, 158.53 
N-(9-(2-(chlorocarbonyl)phenyl)-6-(diethylamino)-3H-xanthen-3-ylidene)-Nethylethanaminium (7)
. 3 To a solution of 6 (500 mg, 1.13 mmol) in anhydrous 1,2-dichloroethane (5 mL), is added a solution of POCl 3 (0.26 mL, 2.8 mmol) in 1,2-dichloroethane (5 mL) dropwise over 5 min. The mixture is heated at reflux for 4 h.
S12
After the mixture is cooled to rt, the solvent is evaporated under reduced pressure to yield rhodamine B acyl chloride which is used as is in the next reaction. 78, 28.15, 28.18, 44.40, 68.30, 78.74, 81.78, 97.72, 106.68, 107.23, 123.59, 125.09, 127.65, 128.75, 129.20, 135.16, 139.08, 148.97, 150.16, 153.42, 154.20, 156.14 38, 43.69, 79.18, 97.67, 103.08, 108.69, 123.65, 124.39, 124.53, 127.22, 129.43, 136.51, 149.17, 151.72, 153.52, 153.64, 
(E)-tert-butyl-(3',6'-bis(diethylamino)-3-oxospiro

